High-pressure, anion exchange chromatography of urine has resolved more than 100 UV-absorbing urinary constituents. Three methods have been used to identify these constituents:
was purchased from Pharmacia.
Apparatus Urine Analyzer
A high-pressure an ion-exchange chromatographic system was utilized as previously described (1). A preparative column was added to the system.
The column and operating parameters for it and the analytic column normally used in the system are found in Table 1 . The system ( Fig. 1 ) was monitored with a spectrophotometer at 4 wavelengths (250, 260, 280, and 290 iim) and with a Nuclear Enterprise radiation monitor.
Time column effluent then proceeded to a fraction collector.
Gel Filtration
A Pharmacia jacketed column (2.5 X 100 cm.) was packed with swollen Sephadex U-b and equilibrated with water at 25#{176}. The colummi effluent was monitored at 240 nm with a recording spectrophotometer and collected by a fraction collector.
Procedure Preparation and Chromatography of Urine Samples
IJrine samples were prepared and chromatographed as previously described
(1). .5 
Spectrometric Analysis of Isolated Urinary Constituents
Hippuric acid, tentatively identified by its chromatographic position and its UV absorptioml spectrum, was also analyzed by NMR and MS.
The hippuric acid peak collected from 8.5 ml. of urine, estimated to contain 4 mg. of hippuric acid (7), was separated from the acetate buffer by gel filtration with Sephadex G-10. The results of this separation ai'e seen in Fig. 3 Tile mass spectrums (Table 4) Time NMR spectrums of 1)0th comnpounds (Fig. 4) showed signals at 4.26 8 (a singlet, 211), 7.95 8 (a mult.iplet, 311), and 8.1 8 (a multiplet, 211). The singlet (2H) at 4.26 8 can be assigmled to the methylene protoims, the multipiet (311) at 7.95 8 to the meta and para protons of the 1)enzene ring, amid time mult.iplet at 8.10 8 (211) to tile ortho protons of the benzene ring.
The spectrums were run in 0.15 M NaOD, which accounts for the absence of signals (InC to the amide or the carhoxyl proton.
Botil spectrums agree with tile spectrum of hippuric acid published by Varian Associates From the close correlatioii of the staimdard vs. the urinary hippiiric acid MS and NMR. spectrunms, we have concluded that the urinary peak contained hippuric acid. Consequently, several peaks from the preparative column have been collected, desalted, and submitted for spectral analysis.
We are in the process of interpreting several of these spectrums. 
